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Ar™mp a "Y ir| p Documents 
Accompanying this amendment are the following documents: 

(1) Marked-up version of the claims, showing the amendments made 

(2) Currently pending claim set, incorporating the amendments made 

(3) Sequence Listing in computer-readable form (CRF) and paper 



copy, . 

(4) Statement declaring that contents of CRF and paper copies of the 

Sequence Listing are the same, as required by 37 C.F.R. 1.821(e); 

(5) Copies of Form PTO-1449s sent with the Information Disclosure 
Statement submitted February 12, 2001 and the Supplemental Information 
Disclosure Statement submitted August 1, 2001. 



AMENDMENT 



Tn the Claims: 

Please cancel claim 257 without prejudice and without disclaimer. 



Please amend Claim 24 as follows: . . 

24. (AmendedV method of inducing gene expression in a 



\ ft iWmalian cell, said method comprising: 
// X / (a) transducing the mamWian cell with (i) a first recombinant 

/fa / adeno-associated virus (AAV) virion combing an AAV vector that comprises a 
V transcriptional promoter region operably lini* to a polynucleotide of interest, 
wherein the transcriptional promoter region comprises at least one ecdysone- 
responsive element (EcRE), and a promoter capable\directing the in vtvo 
transcription of said polynucleotide of interest in a mam\alian cell, located 
downstream of the at least one EcRE; and (h) a second recombinant AAV virion 
comprising an AAV vector that comprises a coding sequence ending an 
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ecdysone receptor (EcR) and fuVr comprises a cod.ng sequence encodmg a 
retinoid-X-reecptor (RXR), wherei^said EcR and RXR coding sequences are 
ope rab.y linked to contro, elements ca^hje of directing the in vivo transcnptton 
thereof in the mammalian cell; and \ 

(b ) prov,ding ecdysone, or an analog thereof capable of btndmg the 
EcR, to satd mammahan cell, in an amount suffictenHoinduce expression of the 
polynucleotide of interest. ~ 



Please add the following claims: 



r icaoi/ ouu "™ • ^ , ___———— 

r^^n^^^o 24, wherein the transcriptional 



/ 



■^~„ of the AAV vector of the firs, recombmant AAV virion further 
comprises at least one enhancer sequence. 

31 . (New) The method of claim 30, wherein the enhancer sequence 
is an SPl enhancer sequence. 

J* (New) Xmethod of inducing gene expression in a mammalian 

cell, said method comprising:-, 

(a) transducing ,h\ammalian cell with (i) a first recombmant 
adeno-assocated vrrus (AAV) virlcomprismg an AAV vector that comprises a 
.ranscriptiona, promoter regton operakv hnked to a polynucleotide of interest, 
\ wherein the transcriptional promoter regV comprises at least one ecdysone- 
responsive element (EcRE), and a promoteVcapab.e of dtrectmg the in v,vo 
rranscription of said polynucleotide of tnteresVin a mammahan ee„, located 
downstream of the a, leas, one EcRE; (ii) a seco\recombinan« AAV v.rton 
comprising an AAV vector ,hat comprises a coding Wnc. encodtng an 
ecdysone recep,or (EcR) operably linked ,o control elements capable of dtreCng 
,he in v,vo transcription thereof in the mammalian cell; andfiti) a tad 
recombinant AAV virion compristng an AAV vector that copses a codmg 
sequence encoding a retinoid-X-receptor (RXR) operab.y linke\«o contro. 
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elements capable of directing ti>e in vivo transcription thereof in the mammalian 

cell; and \ 

(b) providing ecdysone, oVan analog thereof capable of binding the 
EcR, to said mammalian cell, in an amour>sufficient to induce expression of the 
polynucleotide of interest. \ 

33. (New) The method of claim 32, wherein the transcriptional 
promoter region of the AAV vector of the first recombinant AAV virion further 
comprises at least one enhancer sequence. 

34. (New) The method of claim 33, wherein the enhancer sequence 
is an SPl enhancer sequence. 

^ (New) 'X N method of inducing gene expression in a mammalian 

cell, said method comprisingN 

(a) transducing a^ammalian cell comprising a retinoid-X-receptor 
(RXR) with (i) a first recombinant adeno-associated virus (AAV) virion 
comprising an AAV vector that comprises a transcriptional promoter region 
operably linked to a polynucleotide of interest, wherein the transcriptional 
promoter region comprises at least one ecdyW-responsive element (EcRE), and 
\ a promoter capable of directing the in vivo transcription of said polynucleotide of 
) interest in a mammalian cell, located downstream^ the at least one EcRE and (ii) 
/ a second recombinant AAV virion comprising an AAV vector that comprises a 
coding sequence encoding an ecdysone receptor (EcR)\perably linked to control 
elements capable of directing the in vivo transcription thereof in the mammalian 

cell; and \ 

(b) providing ecdysone, or an analog thereof capable of binding the 
EcR, to said mammalian cell, in an amount sufficient to induce egression of the 
polynucleotide of interest. 



4 




AttyDktNo.0800-0022 
USSN: 09/706,580 
PATENT 



30 (New) The method of data 35, wherein ,he transcripttona, 
comprises at least one enhancer sequence. 

37. (New, The method ofdaim^^ 

is an SP1 enhancersequence^ 



Listing" into the specification. 

Pieaserepiaeetheparagraphbeginn.ngonpageSO^ineT'withthc 



following rewritten paragraph^ 



MluI ,c, 1 3 6 «SM,ma 1 -S M , l a I -B g n^ 

, • ♦ ft f CUV IE eene and the splice acceptor from the second 
. o a riNA fragment encoding the uiviv 11- & 




A^DktNo.0800-0022 

USSN: 09/706,580 
PATENT 



co m p.e ted by.,ga«ionc f a P o. y ,,n k e r enccd 1 ng. h eresm C «,o„s,«esC,a,-EcRI 
C 1 aIa„dB g ,IIsi t esof,he 1 a S «,n«er ra edia,eplas ml d.These q u e „ceof,h,s 

GCTCTCGAGCAGCGCTGCTCGAGAGATCT^SE 



P.ease replace the paragraph beginning on page 3 rThne l^th the 



— ^T^T^gested with Smal and a 2812bp 

,SEQ ID N0.5), usrng ohgonucleotide directed mutagenests. The sequence o 
(SEyiuiN . rrTAG GCGCCACCATGGGGGTGC(SEQ 
mutagenic oligonucleot.de was AGCTAGuCGL-t, 



ID NO:6). 



P,ease replace the paragraph beginn.ng on page 3^ 8 with the 



following rewritten paragraph^ 



^^^o^nteand lacZ alpha fragment express.on 
cassette of P UC, 19 was replaced by a single Sse8387, site by ligation of the 
IlgsyntheticDNAfragmentintheplasmrd vector after digest.on w,th 
Afllll and Ehel, GGCGCCCCTGCAGGACATGT (SEQ ID N0.7). The resulting 
plasmrd was cut with Sse838 71 and *e 4 7 V2bp Sse8387, fragment from 
W,909adhlacZ that con.atns the abounded lacZ express.on casse . was 
Ca,edtoit.Theresul, I ngp,sm 1 dwa S cal,e d in,ermed,ate 1 Next,p4,cmEPO 
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was digested with NotI and the 4582bp fragment encoding the mEPO expression 
cassette was isolated. One copy of a synthetic DNA fragment that encodes the D 
region of the AAV ITR was ligated to each end. The sequence of this synthetic 
fragment was GCGGCCGCAGGAACCCCTAGTGATGGAGTTGG (SEQ ID 
NO:8). The product of this reaction was ligated into the 2831bp, plasmid vector 
encoding MscI fragme^Hn^ 

' pl^e^kcTthl^agrap with the 

following rewritten paragraph: 



P 4 A c hEPO : p4.1c was cleaved with Smal and the 7 18bp, PpuMI- 
Ncol fragment of the human Epo cDNA (blunted) was ligated into this site. The 
translation^ initiation sequence was then modified by oligonucleotide -directed 
mutagenesis using the following mutagenic oligo: 

CATCGATTGAATTCCACCATGGGGGT (SEQ ID NO:9). The resulting 
construct was cleaved with Pml I and the 1765bp, EcoRV-HincII fragment of the 
LacZ gene was ligated into it. . _ 



Attached hereto is a marked-up version of the changes made to the 
claims and specification by the current amendment. The pages are captioned 
" Version Wit h markings to changes made " 
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